SUPPORTING ONLINE MATERIAL
2 mRNA by RT-PCR and cloned into pCITE-2a (Novagen) for in vitro and into pIRES2-eGFP (Clontech) for eukaryotic expression. Various c-Jun mutants were constructed using PCRbased mutagenesis and cloned into pI-eGFP (from M. Busslinger). Various siRNA oligos were cloned into pSUPER (2) . HEK 293T and PC12 cells were transfected using Lipofectamine 2000 (Invitrogen).
Reporter gene and Apoptosis assays
Cell extracts were made 32 hours post-transfection and luciferase activity determined using the Dual-Luciferase Reporter Assay System (Promega). Data are expressed as fold induction after being normalised using tk-renilla luciferase (mean ±SEM; n=3). To measure apoptosis, PC12 cells were transfected with a eGFP expression vector (pC2-EGFP, Clontech) and pSUPER or pSUPER-siFbw7. Transfection efficiency judged by eGFP expression was 70-80%. 36h later, cells were collected by centrifugation, ethanol (70%) fixed, treated with 50µg DNAse-free RNase/ml for 30mins and DNA was stained with 50µg of propidium iodide/ml and analysed by FACS.
Pulse-chase
Pulse-chase experiments were carried out by transfecting HEK 293T cells with c-Jun and/or S-cysteine/ml in a labelling medium lacking methionine and cysteine (ICN), followed by chase in complete medium with 1% FCS serum. 10mM anisomycin was added 30 mins before the chase period. Cell extracts and immunoprecipitation were carried out with polyclonal anti-cJun (H79) agarose conjugated beads (Santa Cruz) as described (3) .
In vitro binding assays
cDNAs encoding ATF-2, c-Jun, and Fbw7 were translated in vitro in the presence of . IPs were performed as described (4).
In vitro ubiquitination assay
In vitro ubiquitination was performed using IVT c-Jun in RT or WG TNT system (Promega), following the manufacturer's protocol. 0.5µg of E1 activating enzyme (Affiniti), 1µg of recombinant UbcH3 conjugating enzyme (Affiniti), 50µg ubiquitin (Sigma), ATP regeneration system, proteasome inhibitor I (Calbiochem) and IVT Fbw7 were added and the reaction mix was incubated for 90 min at 30°C and stopped with sample buffer.
Northern and Western blot analysis
Northern and Western blots were performed as described (5) . For Northern blot analysis of 20µg or total RNA from cultured cells or tissue were used. c-jun and gapdh-specific DNA fragments (5) and full-length murine fbw7 cDNA were used as a probe. 
Two-dimensional gel electrophoresis
For 2D gel electrophoresis, purified protein (100µg) was loaded onto Immobiline DryStrip gels contain a pre-formed pH gradient immobilized in a homogeneous polyacrylamide gel and proteins run on the IPGphor according to the manufacture (Amersham Biosciences). The proteins were resolved in the second dimension by standard SDS-PAGE followed by Western blotting.
Neuronal cultures and transfections

PC12 cells differentiation in collagen-coated dishes was induced by NGF in DMEM
supplemented with 1% heat-inactivated horse serum. Cerebellar granule cells were isolated from P7 c-jun ∆n and control mice and transfections of CGCs were performed at day in vitro 6 (DIV6) as described (6) . Pyknotic nuclei indicative of apoptosis were visualised after fixing and staining with Hoechst 33342 as described. 
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